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Figure S1
Figure S1. The VBM mutation has no effect on subcellular localization of Atx3 as visualized by immuno-fluorescence microscopy. The three forms of Atx3 were stained with anti-FLAG antibody (green) and nuclei were stained with Hoechst (blue).
Scale bar, 10 μm.
Method: Immunocytochemistry and confocal microscopy. HEK 293T cells grown on the cover slides were transfected with FLAG-tagged Atx3 22Q , Atx3 100Q or Atx3 100Q /VBM*. About 48 hrs after transfection, the adherent cells were fixed with 4% paraformaldehyde for 15 min at room temperature and permeabilized with 0.1% Triton X-100 for 1 min, and then blocked with 1% BSA/10% FBS for 1 hr. The fixed cells were incubated with an antibody against FLAG (1:100, Sigma) for 1 hr at room temperature. After washing with PBS, the cells were labeled with an FITC-conjugated anti-mouse antibody (1:100, Jackson Immuno-Research) at room temperature for 1 hr. The images were obtained on a Leica TCS SP8 confocal microscope (Leica Microsystems). 
Method: Size-exclusion Chromatography (SEC).
Freshly purified Atx3 22Q -IIC, Atx3 6Q -IIC, Atx3 46Q -IIC were sterilized by filtration, and concentrated into 450 μM.
These three proteins were divided into two fractions; one was directly followed by SEC analysis. The other was incubated for 2 hrs with shaking at 200 rpm and 37 0 C, and then followed by SEC. The SEC experiments were performed on a column of Superdex TM 200 10/300 GL (GE Healthcare) at room temperature in a phosphate buffer (61 mM Na 2 HPO 4 , 38.9 mM NaH 2 PO 4 , 100 mM NaCl, 1 mM DTT, pH 7.0). 
